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What is claimed is: % 

1. A method for monitoring nucleic acid amplification comprising: 
performing nucleic acid amplification on a target polynucleotide wherein the 

amplification is carried out using any method using a first oligonucleotide probe and a 
second shorter oligonucleotide probe varying in length by at least about 2 base pairs; 
the first probe having a fluorophore a 

the second being complementary wifih the first probe and having a quencher 
molecule capable of quenching the fluorescence of said fluorophore, the fluorophore 
and quencher being attached on their respective probes at positions which results in the 
quencher molecule quenching the fluorescencp of the fluorophore when the probes are 
hybridized, 

wherein the longer probe binds preferentially to the target polynucleotide and 
when preferentially bound to the target polynucleotide the fluorescence intensity of the 
fluorophore is greater than the fluorescence intensity of the fluorophore when 
hybridized to the second probe, and 

monitoring the fluorescence of the flurordhore, the generation of fluorescence 
corresponding to the occurrence of nucleic acid amplification. 

2. The method of claim 1 wherein theyiucleic acid polymerase is a 
thermostable nucleic acid polymerase. 

3. The method of claim 1 wherein the flViorophore on the first probe and 
the quencher molecule on the second probe are on thd same hybridized base pair. 

The method of claim 1 wherein the fluorophore and quencher molecules 
are within about 1 to 3 hybridized base pairs of each other. 

The method of claim 1 wherein the flurorphore and quencher molecules 
are within 3 or more hybridized base pairs of each other. 

The method of claim 1 wherein the fluorophore is on the 5' terminal 
nucleotide of the first probe and the quencher is on the 3' terminal nucleotide of the 
second orobe. 

J*f The method of claim 1 wherein the fluorophore is on the 3' terminal 
nucleotide of the first probe and the quencher is on the 5' terminal nucleotide of the 
secon^ probe. 

^ The method of claim 1 wherein the second probe is shorter than the first 
probe by deletion of 3 or 3' terminal nucleotides from the nucleotide sequence of the 
first probe. 

Jfif. The method of claim 1 wherein the second probe is shorter than the first 
probe by deletion of 3 or more 3' terminal nucleotides from the nucleotide sequence of 
the first probe. 
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Jn. The method of claim 1 wherein the second probe is shorter than the first 
probe by deletion of 3 or more 5' terminal nucleotides, and deletion of 1 or more 3* 
terminal nucleotides of the first probe. 

^2. The method of claim 1 wherein the first and second probes have a 
5 disassocmtion temperature difference of 2 degrees or more. 

j& A method for detecting the presence of specific nucleic acid sequences 
in a prepared nucleic acid sample comprising: 

placing a sample of nucleic acids in a suitable solution and incubating with a 
first oligonucleotide probe and a second shorter oligonucleotide probe varying in length 
10 by about at least 2 base pairs; 

the first probe having a fluorophore; 

the second being complementary with the first probe and having a quencher 
molecule capable of quenching the fluorescence of said fluorophore, the fluorophore 
and quencher being attached on their respective probes at positions which results in the 
15 quencher molecule quenching the fluorescence of the fluorophore when the probes are 
hybridized, 

wherein the longer probe binds preferentially to the target polynucleotide and 
when preferentially bound to the target polynucleotide the fluorescence intensity of the 
fluorophore is greater than the fluorescence intensity of the fluorophore when 
20 hybridized to the second probe, and 

monitoring the fluorescence of the flurorphore, the generation of fluorescence 
corresponding to the presence of specific nucleic acid sequences. 
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